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Dear Peter: 

Ibe Iynpbocyte cultu r e Center (ICC) is a research support facility of the 
University of Virginia School of Medicine. The primary function of the ICC is 
to lake available to researchers the Best curren t technology and expertise far 
the construction of lyapbocyte-oyelcna hybrids for the production of monoclonal 
antibodies. 3he ICC can also provide expertise in the use of these .reagents in 
basic research prog ra ms. 

Hie center occupies an «pprcodaataly 510 square foot modem laboratory 
equipped with cell culture incubators, laminar flow hoods, centrifuges, 
inverted and standard microscopes, automated microplate washer and ELISA plate 
reader, etc. We also have facilities far the crycpreservaticn of established 
hybrids and myeloma cell lines in either liquid nitrogen or at -80*C. Tte lgc 
is currently staffed by myself, a laboratory specialist C, a laboratory 
special 1st A and a part-time laboratory aide. 

During the past ten years of operation, the IOC has successfully ccapleted a 
nunber of pr oj ec t s far investigators throughout the University and the ifedical 
S c h ool. We have also success f ully ccapleted a contract with the Federal ft inpan 
of Inves tigation involving the production and characterization of «nnnnirr»ai 
antibodies far forensic applications. The hybridcmas secreting these 
antibodies have been patented and kits enpl eying these reagents for forensic 
d ia g no sis are ocnmercdally available. We routinely obtain fusion frequencies 
greater than 85% (wells containing viable hybrids/wells plated x 100) or 
approximately one in every 2 x 10 s spleenocytes forming a viable hybrid. As a 
result of these high fusion frequencies, we have been able to const r uct 
hybridcmas secreting monoclonal antibodies specific to the inmunogen frem a 
single fusion in most of the projec t s that we have ini tiated . 


Our standard mouse fusion protocol (M.D. Chapman, W.M. Sutherland, and 
T.A.E. Platts-Mills (1984), J. Immunol. 133:2488-2495) is modified from 
phiished procedures (Oi, V.T. and Herzembezg, L.A. in spipr»art Mpthrrfp in 
cellular Imnunoloqy . ed. B.B. Mi shell and S.M. Shiigi, W.H. Freeman i Go., 

1980, p. 351). B ri e f l y , spleen oells from an Iwmmized mouse are washed cnce 
in Iscove's MEM and mixed with washed Sp2/0-Agl4 myeloma cpIIs (Shulman, et al. 
(1978), Nature 276:269) at a 5:1 ratio (spleenocyte to myeloma). The cp 11« axe 
pelleted and the medium aspirated. Cell fusion is *cnr»rpi j ehad by the s tepwise 
addition of 37% polyethylene glycol (PBS 1,000, Koch-light) over one minute. 

Die pbs is then diluted drepwise with 10 mil Iscove's MEM and the ceiia pelleted 
and gently washed once in Iscove's MEM containing 15% selected fetal bovine 
serum, hypaxanthine (H), and thymidine (T). the oells are resuspended in this 
HT median, transferred to a petri dish and Incubated at 37 *C in a humidified , 
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